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(54) Device and method for obtaining clinically significant analyte ratios 



(57) Disclosed is a method for determining the con- 
centration of an analyte in a sample of body fluid. The 
method involves contacting the body fluid sample with a 
test strip containing mobile, labeled specific binding 
partner for the analyte, through which strip the test fluid, 
analyte and any complex formed by interaction of the 
analyte and labeled specific binding partner therefore 
can flow by capillarity. The strip contains at least one 
zone for capture of the labeled specific binding partner 
and at least one separate zone for retention of the ana- 
lyte/labeled specific binding partner complex. By deter- 
mining the magnitude of the signal from the detectable 
label in the capture zone(s) and retention zone(s) and 
determining a final response signal by correlating sig- 
nals using an algorithm and number of zones chosen in 
a manner that provides a final response signal best 
suited for the particular assay, the concentration of the 
analyte can be determined with greater precision. 
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Description 

Back ground off the Invention 

5 [0001 1 Immunochromatographic strip formats have become increasingly popular for qualitative and semi-quantitative 
assays which use visual detection schemes. This type of immunoassay involves the application of a liquid test sample 
suspected of containing an analyte to be detected to an application zone of an immunochromatographic test strip. Tne 
strip is comprised of a matrix material through which the test fluid and analyte suspended or dissolved therein can flow 
by capillarity from the application zone to a capture zone where a detectable signal, or the absence of such, reveals the 

10 presence of the analyte. Typically, the strip will include means for immunospecif ically binding the analyte to be detected 
with its specific binding partner which bears the detectable label. In one such scheme, as disclosed in U.S. Patent 
4,446,232; the strip contains an enzyme labeled, mobile binding partner for the analyte which is in a zone downstream 
from the sample application zone. If analyte is present in the test sample, it will combine with its labeled binding partner 
to form a complex which will flow along the strip to a detection zone which contains a substrate for the enzyme label 

15 which is capable of providing a colored response in the presence of the enzyme label. The strip may contain a zone in 
which analyte is immobilized, so that labeled binding partner which does not combine with analyte, due to the absence 
of analyte in the sample, will be captured and thereby inhibited from reaching the detection zone. There have been pub- 
lished various modifications ol this technique, all of which involve some competitive specific binding system in which the 
presence or absence of analyte in the test sample is determined by the detection or lack thereof of labeled binding part- 

20 ner in the capture zone. 

[0002] An alternative to the above described immunometric assay which detects the free labeled antibody is the so 
called sandwich format in which the capture zone contains immobilized antibodies against an epitope of the analyte 
which is different than the epitope to which the labeled antibody is specific. In this format, there is formed a sandwich 
of the analyte between the immobilized and labeled antibodies and it is therefore an immunometric assay which detects 

25 the bound labeled antibody species. 

[0003] Not all of the schemes for immunochromatography rely on an enzyme labeled binding partner/enzyme sub- 
strate tor providing the signal for detection of the analyte. In U.S. Patent 4,806,31 1 there is disclosed a multizone test 
device for the specific binding assay determination of an analyte and an immobilized binding partner therefore together 
with a capture zone for receiving labeled reagent which migrates thereto from the reagent zone. The capture zone con- 

30 tains an immobilized form of a binding substance for the labeled reagent. The labeled reagent bears a chemical group 
having a detectable physical property which is detectable on the basis of its own physical properties, so that it does not 
require a chemical reaction with another substance. Exemplary of such groups are colored species of fluorescers, 
phosphorescent molecules, radioisotopes and electroactive moieties. 

[0004] United States Patent 4,703,01 7 describes the use of visible particulate labels for the receptor. Various partic- 
35 ulate labels such as gold so] particles and visible dye containing liposomes are mentioned. 

[0005] In WO-96/34271 there is disclosed a device for determining a target analyte and creatinine in a fluid test sam- 
ple which device has an assay strip for the detection of creatinine and a second assay strip for the detection of the target 
analyte. The creatinine concentration may be determined colori metrically or by the specific capture of labeled creatinine 
binding partners. The concentration of the target analyte is corrected based on the sample's creatinine concentration 
40 which correction can either be done manually or by means of a properly programmed reflectance analyzer. 

[0006] EP 0 462 376 A 2 discloses an immunochromatographic procedure in which signal at the capture site and the 
conjugate recovery site of the strip are detected and the analyte concentration is determined by the intensity of the sig- 
nal at the capture site relative to the signal at the conjugate recovery site. Also of interest in this regard is U.S. Patent 
5,569,608. 

45 [0007] Immunochromatographic strip formats provide a viable system for the determination of various analytes 
(whether they be antigens or antibodies) but suffer from the limitation that they yield results which are at best semi- 
quantitative when, for some analytes, more precise, quantitative results are required. Accordingly, it would be desirable 
and it is an object of the present invention to provide a means for quantifying the results of analyses carried out by the 
use of immunochromatographic strip formats. 

50 

Summary of the Invention 

[0008] The present invention involves a method for determination of an analyte in a sample of body fluid which com- 
prises the steps of: 

55 

a) providing a test strip comprising a matrix through which the fluid sample can flow by capillarity, said strip having 
a first region which contains mobile specific binding partner for the analyte which binding partner bears a detecta- 
ble label and can react with the analyte to form an analyte/labeled binding partner complex, at least one second 
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region which contains immobilized analyte or an immobilized binding partner which is specific for an epitope of the 
analyte different than that to which the labeled binding partner is specific, at least one third region which contains 
means for capturing the analyte/labeled specific binding partner complex which is not bound in the second region 
and a fourth region which contains means for producing a detectable signal the intensity of which corresponds to 
5 the level of a second analyte whose concentration is clinically related to that of the analyte whose concentration in 
the body fluid is being determined; 

b) developing the matrix by applying a sample of a body fluid suspected of containing the first and second analytes 
thereto thereby allowing it to contact the labeled specific binding partner so that the analyte present in the fluid 

w sample binds to the labeled specific binding partner to form a complex while leaving excess, unreacted labeled 
binding partner free to further react whereby the fluid sample carries the analyte/labeled partner complex and unre- 
acted labeled binding partner along the matrix by capillarity to the second region containing the immobilized ana- 
lyte in which region unreacted labeled binding partner is bound to the immobilized analyte in inverse relationship to 
the concentration of the first analyte in the fluid test sample or is bound to the immobilized specific binding partner 

15 in a direct relationship to the concentration of analyte in the fluid test sample; and the labeled specific binding part- 
ner which did not bind to the second region is carried by capillarity to the third region where it is captured by the 
capture means; 

c) reading the second zone of the developed matrix on an instrument having a detector capable of measuring the 
20 signal from the detectable label to determine the concentration of the labeled binding partner in the second zone 

and reading the third zone of the developed strip in a similar manner to determine the signal from the labeled bind- 
ing partner in the third zone of the matrix; 

d) determining a final response signal by ratioing the signals from the labeled binding partner immobilized in the 
25 second region and the labeled binding partner captured in the third region; 

e) determining the concentration of the first analyte in the fluid sample by comparing the final response signal 
determined in step (d) with final response signals determined in a similar manner for fluid samples containing 
known concentrations of the first analyte; 

30 and 

f) correcting the concentration of the first analyte determined in step (e) by determining the concentration of the 
second analyte in the fluid test sample by measuring the intensity of the signal in the fourth region of the matrix and 
converting this to a concentration value of the second analyte and then determining the ratio of the second analyte 

35 to the first analyte whose quantitative concentration is being sought. 

Description of the Invention 

[0009] The present invention is practiced by first providing the test matrix through which the fluid test sample can flow 
40 by capillarity. Typically, the matrix will be in the form of a strip through which the test fluid flows horizontally. While the 
matrix could be assembled in a layered format through which the test fluid could flow vertically from top to bottom or 
vice-versa, the following discussion is focused on the preferred strip format. 

[001 0] The strip can be prepared from any matrix material through which the test fluid and an analyte contained 
therein can flow by capillarity and can be of a material which is capable of supporting non-bibulous lateral flow. This type 

45 of flow is described in U.S. Patent 4,943,522 as liquid flow in which all of the dissolved or dispersed components of the 
liquid are carried through the matrix at substantially equal rates and with relatively unimpaired flow, as contrasted to 
preferential retention of one or more components as would be the case if the matrix material were capable of absorbing 
or imbibing one or more of the components. An example of such a matrix material is the high density or ultra high molec- 
ular weight polyethylene sheet material from Porex Technologies. Equally suitable for use as the matrix from which the 

50 chromatographic strips can be fabricated are bibulous materials such as paper, nitrocellulose and nylon. 

[001 1 ] Various immunochromatographic strip formats are suitable for use in conjunction with the present invention. A 
particularly suitable format is that which is disclosed in U.S. Patent 4,446.232 in which there is described a device for 
the determination of the presence of antigens, which device comprises a strip of matrix material having a first zone in 
which there are provided immobilized analyte and enzyme linked antibodies specific to the analyte to be determined. 

55 The labeled antibodies can flow to a second zone when reacted with analyte introduced into the first zone via the test 
sample but will not so flow in the absence of analyte in the test fluid due to their being bound in the first region by inter- 
action with the immobilized analyte. The analyte is typically antigen, although the format can be designed to detect the 
presence of antibodies as analyte. Modifications to this format are disclosed in US. Patent 4,868, 1 08. In another mod- 
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if ication, the enzyme substrate is disposed in the region of a second, immobilized antibody to thereby capture the com- 
plex formed between the enzyme labeled binding partner and the analyte. This sort of format is particularly suitable for 
adaptation to the present invention, although any physically detectable signal generator may be used as the label since 
the present invention need not be limited to the interaction of an enzyme and its substrate to provide the detectable sig- 
nal. Thus, by immobilizing the conjugate in a discrete detection zone located downstream on the strip from the zone in 
which the labeled binding partner for the analyte is captured, there are provided two regions from which the physically 
detectable property of the label can be measured to determine its concentration. By measuring the signal from the 
detectable label in the second region of the matrix (sometimes referred to as the capture zone) and the signal from the 
physically detectable property of the label in the third region (sometimes referred to as the detection zone), in which an 
immobilized antibody against the labeled binding partner (e.g. anti-mouse IgG when the labeled binding partner is an 
antibody) is the capture means, and determining the ratio of these signals, the accuracy of the test for analyte concen- 
tration can be increased. The accuracy is increased because this technique corrects for inaccuracies in labeled conju- 
gate deposition and/or non-uniform flow through the matrix. More particularly, since the aforementioned inaccuracies of 
labeled conjugate deposition and non-uniform fluid flow are usually of small but significant magnitude, they do not sub- 
stantially disturb the binding equilibrium. Therefore the ratio of the signals in the two binding regions is a more accurate 
measure of the analyte concentration than is the signal from either region by itself. This principle applies with equal 
force when the previously described sandwich format is used. 

[0012] The second and third zones of the matrix used in the present invention may each be divided into two or more 
bands with the second region preferably containing 1 to 3 discrete bands and the third region having 1 to 2 bands. By 
dividing these regions into bands it is possible to increase the dynamic range and/or precision of the assay due to the 
non-linearity of reflectance to the number of detected labeled binding partners. Dividing the regions into discrete bands 
can be desirable because the measurement of small changes in detected labeled binding partner is more robust at 
higher values of reflectance than at low values. The number of capture and/or collection bands which are desirable will 
depend on the particular assay for which the strip is designed since dividing the capture and collection zones into 2 or 
more discrete bands will increase the dynamic range of certain assays but not of others. Dynamic range refers to the 
fact that the overall signal can be increased if one focuses on more than a single capture or detection band within a 
zone. Thus, when the detectable label is one which is detectable by a reflectance meter, there can be a large nonline- 
arity of reflectance and the error associated with the reflectance meter used. For example, the difference between 
70%R and 75%R represents a fairly small amount of detected label whereas the difference between 30%R and 35%R 
represents a high percentage of detected label. With the use of certain reflectance meters, the error in reflectance read- 
ing stays constant or increases as the reflectance value decreases. Thus, it can be advantageous to use one or more 
additional capture or detection bands if this places the reflectance reading at a higher value where it is more sensitive 
to particle concentration. In those assays in which a wide dynamic range is not necessary, simply reading and ratioing 
a single capture and a single detection region can give good quantitative results. This is illustrated by the following 
Example 1 in which deoxypyridinoline is the first analyte, the capture zone is divided into 3 bands (P^ , P 2 and P 3 ) while 
the detection zone is a single band (P 4 ) and the decode algorithm for the DPD assay is T/P n where T is the summation 
of the signal from all four bands. Algorithms using these reagent band reflectance values are constructed in such a way 
as to maximize the signal to noise ratio and thereby increase the quantitation of the assay by reducing coefficients of 
variation (CV). The particular algorithm chosen will depend upon the number of reagent bands on the particular test 
strip being used and the sensitivity and/or precision of the assay. Once the appropriate algorithm is chosen, the rela- 
tionship between the algorithm value and the analyte concentration is determined and fitted to a non-linear regression 
function. The purpose of such fitting is to minimize the error relating the chosen algorithm value to that of the analyte 
concentration. The regression function is used in order to determine a calibration curve which is used to relate the 
determined algorithm value to that of the analyte concentration. Once this relationship has been established, the cali- 
bration curve, which can be stored as an equation in the reflectance instrument, is used to calculate the analyte con- 
centration. 

[001 3] Since the capture and detection zones' reflectance changes opposite to one another, i.e. the greater the signal 
from the capture zone the less the signal from the detection zone, the use of multiple capture and/or detection bands is 
designed to alter this range of reflectance values. The mechanism by which analyte concentration changes the band's 
reflectance is a function of the chemistry of a particular assay. For sandwich assays, with increasing analyte concentra- 
tion, the capture band reflectance increases and the detection band reflectance band reflectance decreases. For com- 
petitive assays, the capture band reflectance decreases and detection band reflectance increases with increasing 
amounts of analyte in the fluid test sample. 

[0014] The need for additional capture and/or detection bands depends on whether changes in an additional band 
are significantly larger in a given analyte region than in any of the other bands. Depending upon the label (i.e. gold sol) 
concentration, additional capture bands will also reduce the signal changes at the detection zone. In certain assays, a 
second capture band simply mirrors the first capture band but with reduced signal changes, and, in such cases, its need 
can be questioned. However, in those assays in which the detection zone is too dark due to low reflectance, the addition 
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of capture bands can reduce the signal in this zone. 

[0915] In general, the crux of the present invention involves choosing a particular algorithm and additional capture 
and/or detection bands so as to alter the signal in such a way that it can be read with greater precision by a reflectance 
meter. 

5 [001 6] There are two steps involved in developing an appropriate algorithm. The first is to increase the signal to noise 
ratio to as high a level as possible. The second is to define an algorithm which easily fits an equation so that accurate 
values for any analyte concentration may be obtained. This is demonstrated by the following study involving a strip con- 
taining three bands (2 capture bands and one detection band). The two capture bands had different capture reagent 
concentrations with the first capture band having a 10-fold lower capture reagent concentration than the second. This 

10 format demonstrates that different combinations and concentrations of capture and collection bands can be used 
depending upon the unique properties of each assay. Data were taken (representing N=1 8 for each analyte level) using 
3 different CLINITEK® 50 reflectance meters over a period of 2 days. Table 1 shows the Figure of Merit (FOM) differ- 
ences between DPD levels of the various band reflectance changes and the use of various reflectance changes and 
the use of various algorithms. The FOM is calculated as (Avg1-Avg2)/(SD1+SD2) where Avg1 and Avg2 are the mean 

is measured values for analyte level 1 and analyte level 2 and SD1 and SD2 are the standard deviations of the mean val- 
ues for analyte level 1 and analyte level 2. 

TABLE 1 

20 
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! 1.39 
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1 2-39 
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I 2 
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1 1.94 
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• 15010 250 


\ 2.1 


! 1.7 
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I 1.18 


1.06 


I 0.93 



30 



[0017] In Table 1, Capture 1 is the IR corrected reflectance data for the Capture 1 band, detection band 1 is the IR 
corrected reflectance data for detection band 2, Cap1/Det1 is the K/S transformed data of Capture 1 divided by Detec- 
35 tion 1 and Algor 1 is: 

C/{Capture Band 2/E Capture Bands)*ABS(2-C)} 
where C = 100*(1 + ^(Detection Bands/5:) Reagent Bands)) and Total/Cap1 as: 

40 

E(AII Bands)/Capture 1 

where ABS represents the absolute value of the number. In this illustration, the detection band performance decreases 
as the DPD concentration increases, whereas larger signal changes are noted for the capture band. For any algorithm, 

45 the goal is to weight the reflectance values in such a way that the signal to noise ratio in the region most critical to the 
assay is maximized. This can be accomplished by use of FOM analysis and Algor 1 is designed to weight the differ- 
ences of the two capture bands higher at low analyte concentrations where this difference is greatest with that weighting 
of the collection band over the total at higher analyte concentrations. The other goal of Algor 1 is to place this weighting 
in a way which allows fitting to a common four parameter fit used in many immunoassays. 

so [0018] The second step in algorithm development is to use an equation which can be easily fitted and give accurate 
analyte concentrations for in between values. While FOM is a good method for distinguishing between two discrete ana- 
lyte levels, it gives no information about the shape of the curve. The best approach is often one that uses an analysis 
which mimics the chemistry of the particular assay. For immunoassays this is often a four parameter fit equation. The 
test for any fitted equation and algorithm is the use of random samples with various analyte concentrations and the cal- 

55 culation of the error (% CV) and bias. The goal is to seek the lowest % CV with minimal bias throughout the expected 
range of the assay. A comparison of the DPD results 0-250 nMAnM in urine for two types of analyses is shown in Tables 
2 and 3 for the three band immunostrips used in this illustration. 
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[001 91 From the data of Tables 2 and 3, it can be determined that for this particular analysis, the first algorithm has 
less error, as measured by the % CV, at all DPD values. This example illustrates the somewhat empirical method for 
finding a correct algorithm. The chosen algorithm will be one which has the lowest error associated with it for a given 

40 strip formulation and format and a given clinical range for the analyte. 

[0020] After the value for the target analyte has been obtained, the instrument uses the reflectance value at one or 
more wavelengths of the reagent pad for the second analyte to determine the concentration of this analyte in the fluid 
test sample. In the case in which DPD is the target analyte and creatinine is the second analyte, the precision (or the 
reduction of signal to noise) is critical to the assay for both analytes. Absent a high level of precision, the resulting error 

45 will produce a test which has little medical significance since as little as a two fold increase in the DPD/creatinine ratio 
occurs between the normal and osteoporosis states. The second analyte is selected from those materials in the body 
fluid which are clinically related to the first analyte. The most notable example of a second analyte is creatinine, the end 
metabolite when creatine becomes creatine phosphate which is used as an energy source for muscle contraction. The 
creatinine produced is filtered by the kidney glomeruli and then excreted into the urine without reabsorption. In order to 

so increase the sensitivity of urinary assays and minimize the problem of high urine flow rates which result in urine dilution, 
analyte/creatinine ratios are used in urine protein assays to normalize the urine concentration. Common creatinine 
assays include the alkaline Jaffe and Benedict- Behre methods which are run at a high pH, typically in the range of from 
1 1 .5 to 1 2.5. More recently, there has been developed a creatinine assay in which the urine sample is contacted with 
cupric ions in the presence of citrate, a hydroperoxide and an oxidizable dye which provides a colored response in the 

55 presence of oxygen free radicals and a pseudoperoxide. This method is more fully described in U.S. Patent 5,374,561 . 
Creatinine quantitation may also be accomplished immunologically as described in WO-96/34271. Those second ana- 
lytes whose concentration in the body fluid sample is clinically related to the concentration of the target analyte are not 
limited to creatinine in urine nor is urine the only body fluid which can be assayed by the method of the present inven- 
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tion. Thus, tor example, the body fluid tested can be whole blood, the first (target) analyte can be HbA lc and the second 
analyte can be total hemoglobin since the apparent concentration of HbA 1c can be adjusted to the whole blood's total 
hemoglobin concentration to factor out bias in the HbA 1c assay. Inulin, administered intravenously, is, like creatinine, an 
indicator of renal flow. In serology based assays the first analyte can be total prostate specific antigen and the second 

5 analyte free prostate specific antigen. Another pair of analytes whose concentrations are clinically related are alanine 
aminotransferase (ALT) and aspartate aminotransferase (AST) which are widely distributed in human tissues. Both AST 
and ALT are normally present in human plasma, bile and saliva. With viral hepatitis and other forms of liver disease, 
levels of AST and ALT are elevated even before clinical signs of disease, such as jaundice, appear. In toxic or viral hep- 
atitis, ALT is characteristically as high or higher than the ALT and the ALT/AST ratio, which is normally <1. approaches 

10 or becomes greater than unity. Furthermore. AST concentrations increase after myocardial infarction thereby changing 
the ratio of these two enzymes and their activity. Thus, clinically significant results can be obtained by determining the 
ratio of these two analytes in serum. 

[0021] Many clinically significant target analytes are present in urine and are determinable by means of the present 
invention. Among these analytes are deoxypyridinoline (DPD), human serum albumin, drugs of abuse such as amphet- 

15 a mi nes/barbitu rates/cocaine, clinically important protein markers such as prostate specific antigen, kidney disease pro- 
teins such as lactate dehydrogenase, N-acetyl-B-D-glucosamindase, pregnancy or fertility associated hormones such 
as human chorionic gonadotropin, follicle-stimulating hormone and lutenizing hormone, markers of urinary tract infec- 
tion such as Tamm-Horsfall protein or lipopolysaccharide, beta-2-microglobulin, amylase and chlamydial LPS. Deter- 
mining the ratio of Ig A/lgQ to assess infection can be accomplished by means of the present invention. Correcting their 

20 absolute concentrations for variations in renal flow by ratioing these concentrations to observed creatinine concentra- 
tions increases the precision and accuracy of the measurements. 

[0022] While the means for detecting the signal from the developed strip will depend on the detectable label attached 
to the labeled binding partner, the use of a reflectance meter is typical when the label's detectable physical property is 
the reflectance of light at a predetermined wavelength in the visible or infrared region of the spectrum. In a preferred 

25 embodiment, there is provided a reflectance meter with means for moving the strip or the meter's detector element rel- 
ative to each other such as by use of a specimen table for the strip which can be moved laterally under the readhead of 
the detector. This technique will assist in providing accurate quantitation for regions of the strip which may not have 
been precisely located with respect to the detection means of the reflectance meter. More specifically, the location of 
the strip relative to the detector can be under microprocessor control, so that the reflectance from the second, third or 

so fourth regions of the strip, and individual bands within these regions, can be individually determined. 

[0023] The method of practicing the present invention is more fully illustrated by the following examples: 

Example 1 

35 [0024] A test strip for the determination of creatinine and deoxypyridinoline (DPD) containing six distinct areas assem- 
bled together onto a polystyrene backing of 4 inches (101.6 mm) in length and 0.2 inch (5.0 mm) in width is illustrated 
by Fig. 1 . Referring to Fig. 1 , area 1 is the creatinine pad with a size of 0.2 x 0.2 inch. The creatinine pad was prepared 
as follows to render it suitable for the colon" metric determination of creatinine: Whatman 3 mm filter paper was first 
treated by dipping it to a depth of 0.2 inch into a solution containing 30 mM copper sulfate, 50 mM citrate, 750 mM glyc- 

40 erd-2-phosphate, 0.2% hexane sulfonic acid. 50 mM phytic acid and 0.2% sodium dodecyl sulfonate (SDS) at pH 6.94. 
After drying, the strip was dipped into a solution containing 33 mM 3.3\5.5-tetramethylbenzidine, 73 mM diisopropyl- 
benzene dihydroperoxide. 63 mM triisopropanolamine borate, 0.5% plasonde and 0.032% ethyl orange. The intensity 
of the colored response produced when the strip is contacted with an aqueous medium containing creatinine is propor- 
tionate to the concentration of creatinine. Area 2 is the buffer pad, prepared by impregnation of Whatman F075-07 glass 

45 fiber with 0.5 to 1 M glycine and 175 to 350 mM urea and having a size of 0.2 x 0.5 inch (12.7 mm). The buffer pad 
serves the purpose of buffering the pH of urine samples to the desired value. For example, the pH of urine can range 
from 4.5 to 8 and a buffer pad can be used to keep the samples at a pH >7 to favor the antigen/antibody bonding reac- 
tion. There is a 0.1 inch (2.5 mm) gap between creatinine pad 1 and buffer pad 2 for purposes of isolating the creatinine 
reagent from the buffer pad reagent. Area 3 is a gold sol-DPD antibody pad (first region containing a labeled binding 

so partner specific for the analyte). Areas 4 and 5 are the immunochromatography development area where the capture 
and detection reagents are deposited onto one piece of nitrocellulose having a size of 0.2 x 1 .25 inch (31 .75 mm). Area 
4 contains three capture bands (second region containing immobilized analyte) with DPD immobilized to carboxyl ter- 
minated polyethylene glycol with a band width of about 0.059 inch (1 .5 mm) per band and a 0.2 inch space between the 
bands (from center to center). At 0.2 inch from the center of the third capture band is area 5 consisting of one anti-IgG 

55 collection band (third region for immobilizing unreacted labeled binding partner) with a band width of about 0.059 inch 
(1 .5 mm). At 0.2 inch above the collection band is the absorbant pad 6 which serves to absorb the liquid which migrates 
from the nitrocellulose area of the strip having a size of 0.2 inch x 0.5 inch (12.7 mm). 

[0025] To perform the assay, the strip was dipped into the test solution, i.e. a urine sample containing the DPD analyte 



7 



EP 0 895 084 A2 



10 



15 



20 



25 



to be determined, for 3 seconds to a depth such that only the creatinine zone and buffer pad were below the surface of 
the test solution which allowed the test solution to flow up the strip by capillarity through the capture bands of the cap- 
ture region, the single band of the detection region and to the absorbant pad. At the end of the 3 second dip the strip 
was placed on the read table of a CLINITEK® 50 reflectance spectrometer and the device's start button pressed. The 
creatinine pad reflectance was recorded at 3 minutes and the reflectance of the immuno DPD strip (all 4 bands) was 
measured and recorded at 3 minutes. Reflectance signals for the DPD assay were measured with IR and green filters 
whereas reflectance for the creatinine assay was measured using red and green filters. The device gives a response in 
decode values which is derived by equations 1 to 5. 



Equation 1 



Decode for Creatinine ■» f R 1 green 

[R]red 



where [R] gree n ls the reflectance measured with the green filter, [R] rwJ is the reflectance measured with the red filter. 
[0026] For the DPD assay, the band response signals were designated as indicated in Table 4. 

TABLE 4 

Band Signals Designation for DPD Assay 

Band # Type Designation 

1 Capture band 1 PI 

30 2 Capture band 2 P2 

3 Capture band 3 P3 

4 Collection band 1 P4 

35 



The reflectance with the green fitter is ratioed to the reflectance with the IR filter to reduce the error from the variations 
between strips such as height and surface variations. The reflectance at the IR wave-length remains fairly constant 
40 regardless of the gold sol intensity of the band. The corrected reflectance, [Rn], is calculated according to Equation 2. 

Equation 2 

45 [Rn] grw x 65 

[Rn] - 



where n is the band number 1 , 2, 3 or 4, [Rn] green is the reflectance of band n with green filter, [Rn] lR is the reflectance 
of band n with IR filter. The number 65 is the assigned corrected reference value since the % reflectance with the IR 
filter is about 65%. 

[0027] The IR corrected reflectance value, [Rn], is then converted to K/S according to Equation 3 to give the band 
55 response signal for each band: 
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Equation 3 

(1 - [Rn]) 2 



Band Signal » Pn = 



2 x [Rn] 



10 

where band signal, Pn, is the K/S transformation reflectance value. [Rn]. 

[0028] The response decode of each band is finally computed according to Equation 4. 

15 Equation 4 

T 

Decode for DPD assay = 

20 P x 

where T is the summation of the band signal for all bands (Equation 5). 
25 Equation 5 

T = X Pn 

30 n - 1 to N 

where N is the total number of capture bands and collection bands which is 4 in the present example, Pn is the band 
signal n and n is 1 , 2, 3 or 4. 

35 [0029] Standard curves for DPD and creatinine were generated using calibrators containing six levels of analyte con- 
centrations. Examples of standard curves are shown in Fig. 2 for the DPD assay and Fig. 3 for the creatinine assay. The 
DPD and creatinine concentrations for the urine test sample were calculated from the DPD and creatinine standard 
curves respectively. The DPD/creatinine ratio in nM/mM was then calculated for urine sample A as per the following cal- 
culation: 

40 

DPD concentration calculated from the DPD standard curve = 123 nM 

Creatinine concentration calculated from the creatinine standard curve = 10.2 mM 

45 The DPD/creatinine ratio = 123 nM/10.2 mM = 12.1 nM/mm. 

[0030] The cutoff for determination of a state of high bone resorption is a DPD/creatinine ratio is 7.4 nM/mM. Lower 
than 7.4 is normal and larger than 7.4 is at the state of high bone resorption. Therefore, in this example, the result indi- 
cates a state of high bone resorption. A second urine sample was analyzed in a similar manner and gave the following 
so results: 

DPD concentration = 123 nM 
Creatinine concentration = 20.5 mM 
DPD/Creatinine ratio = 6.0 nM/mM. 



55 



Although the DPD concentration is the same, the ratio of DPD to creatinine indicates a state of low bone resorption. 
[0031] Five runs were made using the above procedure with urine samples containing varying amounts of DPD and 
creatinine. The expected and observed ratios as well as standard deviations, % coefficient of variance and positive/neg- 
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ative biases are set out in Table 5. From Table 5 it can be determined that a precision of less than 12% CV was obtained 
at three levels, 4.52, 7.54 and 12.07 nM/mM of DPD to creatinine. 

TABLE 5 

5 



riPD/Creatinine Assay Performance 













4.52 


4.29 


0.50 


11.6% | 


-0.23 


7.64 


7.59 


0.89 


11.7% 


0.05 


12.07 


12.04 


( 1.38 


11.5% 


-0.03 



Average %CV «= 11.9V. 



25 

[0032] While the gold sol labeled antibodies are visually observable in the capture and collection zones of the strip, 
clinically meaninglul results are obtainable only through the use of a reflectance meter. This is the case because of the 
use of multiple bands across the entire length of the strip. In addition, the band signals require reflectance measure- 

30 ment at different wavelengths (IR, green and red) using an instrument with the capability to measure and record the 
reflectance at these wavelengths. The reflectance measurements are ratioed based on a predetermined algorithm 
using the instrument's software. Furthermore, the analyte concentrations are determined using standard curves stored 
in the Instrument and the DPD/creatinine ratio is computed using the software set up in the instrument. 
[0033] In the above example, the final response signal (decode) for the DPD assay was determined using the algo- 

35 rithm decode = [T/Pn] where T is the summation of the signal from all four bands and Pn is the band signal of band 1 . 
The use of this algorithm enhances the accuracy of the assay because ratioing the band signal minimizes the system- 
ate error such as error introduced by instrument to instrument variation. Other algorithms may be used to determine 
the final response signal. The response signal in this example was determined as: 

40 Response Signal = [T/Capture Band 1] or \T/P .,] 

where ail band signals are K/S transformation reflectance values and T is the summation of capture bands and detec- 
tion bands. _ B 
[00341 The advantages of using band ratioing is demonstrated by the data of Tables 6 and 7 from which rt can be 
45 determined that the precision with which the strip can determine the concentration of DPD is much greater than that 
which is obtainable when using only the signal from the capture zone. 
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TABLE 6 

Response Signal = Band Ratioing Algorithm [T/Pi] 



Exoected 


Recovered 


DPD/CR 
nM/rriM 


DPD/CR 
nM/mM 


SD 


%cv 


4.15 


4.23 


0.53 


12.5 


8.09 


8.10 


0.28 


3.5 


10.37 


10.44 


1.16 


11.1 



TABLE 7 

Response Signal = Capture Zone [P x ] (no band ratioing) 



Exoected 


Recovered 


DPD/CR 
nM/mM 


DPD/CR 
nM/mM 


SD 


%CV 


4.15 


2.84 


4.1 


144 


8.09 


7.74 


0.46 


6.0 


10.37 


10.99 


2.0 


18.5 



35 [0035] Alternatively, the final response signal can be calculated as: 

Response Signal = [Detection Band/Capture Band] 

where all band signals are K/S transformation reflectance values. Alternatively, when the strip contains multiple capture 
40 bands and detection bands, the final response signal can be calculated as: 

[Capture Band 1/Detection Band 1] 

where all signals are K/S transformation reflectance values. Another method of calculating the response signal involves 
45 using the algorithm: 

Response Signal = [W^ * Capture Band 1/W dGt * Detection Band] 

where all band signals are reflectance values and the and W det are weighting functions which weight the capture 
so bands and detection bands differently. Thus, a large number of algorithms can be used to determine the final response 
signal. 

[0036] The calculation of the response signal by ratioing the signals from the labeled binding partner immobilized in 
the second (capture) region of the strip and the labeled binding partner immobilized in the third (detection) region is crit- 
ical to increasing the precision of the assay by reducing the signal to noise ratio. This enhanced precision is necessary 
55 for the test to have clinical significance since only a two-fold increase in the DPD/creatinine ratio occurs between the 
normal and disease indicating osteoporosis states. 

[0037] Further evidence of the improvement in analytical results that can be achieved by the present invention is pre- 
sented in Tables 8-10. These table were prepared using the same data set but 3 different algorithms ((T/P^ with band 
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ratioing, % reflectance of first capture band with no IR correction and no band ratioing and % reflectance of first capture 
band with no band ratioing but with IR correction) are compared. 

TABLE 8 

5 

Performance Using [T/PJ Band Ratioing Algorithm 
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TABLE 9 

Performance Using %R of Capture Band 1 

5 

With No Band Ratioing and No IR Correction 
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TABLE Id 

Performance Using %R of Capture Band 
With No Band Ratioing But With IR Correction 
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Claims 

45 

1 . A method for determining the concentration of an analyte in a sample of body fluid which comprises the steps of: 

a) providing a test matrix through which the fluid sample can flow by capillarity, said strip having a first region 
which contains mobile specific binding partner for the analyte which binding partner bears a detectable label 

so and can react with the analyte to form an analyte/labeled binding partner complex, at least one second region 

which contains immobilized analyte or an immobilized binding partner which is specific for an epitope of the 
analyte different than that to which the labeled binding partner is specific, at least one third region which con- 
tains means for capturing the analyte/labeled specific binding partner complex which is not bound in the sec- 
ond region and a fourth region which contains means for producing a detectable signal the intensity of which 

55 corresponds to the level of a second analyte whose concentration is clinically related to that of the first analyte 

whose concentration is being determined; 

b) developing the matrix by applying a sample of a body fluid suspected of containing the first and second ana- 
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lytes thereto thereby allowing it to contact the labeled specific binding partner so that analyte present in the 
fluid sample binds to the labeled specific binding partner to form a complex while leaving excess, unreacted 
labeled binding partner free to further react whereby the fluid sample carries the analyte/labeled binding part- 
ner complex and unreacted labeled binding partner along the matrix by capillarity to the second region contain- 
ing the immobilized analyte in which region unreacted labeled binding partner is bound to the immobilized 
analyte in inverse relationship to the concentration of the first analyte in the fluid test sample or is bound to the 
immobilized specific binding partner in a direct relationship to the concentration of analyte in the fluid test sam- 
ple; and the labeled specific binding partner which did not bind to the second region is carried by capillarity to 
the third region where it is immobilized by the immobilization means; 

c) reading the second region of the developed matrix on an instrument having a detector capable of measuring 
the signal from the detectable label to determine the concentration of the labeled binding partner in the second 
zone and reading the third zone of the developed strip in a similar manner to determine the signal from the 
labeled binding partner in the third zone of the matrix; 

d) determining the final response signal by ratioing the signals from the labeled binding partner captured in the 
second region and the labeled binding partner immobilized in the third region; 

e) determining the concentration of the first analyte in the fluid sample by comparing the final response signal 
determined in step d with final response signals determined in a similar manner for fluid samples containing 
known concentrations of the first analyte; 

and 

f) correcting the concentration of first analyte determined in step e by determining the concentration of the sec- 
ond analyte in the fluid test sample by measuring the intensity of the signal in the fourth region of the strip and 
then determining the ratio of the second analyte to the first analyte whose quantitative concentration is being 
sought. 

2. The method of Claim 1 wherein the body fluid is urine, whole blood, plasma, serum, sweat or saliva. 

3. The method of Claim 2 wherein the body fluid is whole blood, the first analyte is HbA 1c and the second analyte is 
total hemoglobin. 

4. The method of Claim 2 wherein the body fluid is serum, the first analyte is transerrin and the second analyte is 
transferring -iron binding capacity. 

5. The method of Claim 2 wherein the body fluid is urine, the first analyte is a urine borne substance and the second 
analyte is a material whose concentration is a measure of renal clearance. 

6. The method of Claim 5 wherein the second analyte is creatinine or inulin. 

7. The method of Claim 6 wherein the first analyte is deoxypyridinoline, human serum albumin, amphetamines, bar- 
bituates, cocaine, prostate specific antigen, lactate dehydrogenase, N-acetyl-B-D-glucosamindase, human chori- 
onic gonadotropin, follicle stimulating hormone, lutenizing hormone, Tamm-Horsfall protein, lipopolysaccharide, 
beta-2-microglobulin, amylase and chlamydial LPS. 

8. The method of Claim 2 wherein the body fluid is whole blood or serum, the first analyte is total prostate specific anti- 
gen and the second analyte is free prostate specific antigen. 

9. The method of Claim 1 wherein the first analyte is alanine aminotransferase and the second analyte is aspartate 
aminotransferase. 

1 0. The method of Claim 1 wherein the matrix is in the form of a strip through which the fluid sample flows horizontally. 

1 1 . The method of claim 1 wherein the second region of the test matrix is divided into 3 discrete bands, the third region 
is a single band and the final response signal is determined by solving the equation: 

Response Signal - [T/P ^ 



14 



EP 0 895 084 A2 



where T is the summation o1 the signal from all four bands and P 1 is the first band of the second region. 

12. The method of Claim 1 wherein the second and third regions of the test matrix are divided into multiple capture and 
detection bands respectively and the final response signal is determined by solving the equation: 

5 

Response Signal = Capture Band 1 /Detection Band 1 

where capture band 1 is the signal from the first band of the second region and detection band 1 is the signal from 
the first band of the third region. 

10 

13. The method of Claim 1 wherein the strip is read by use of a reflectance meter which is equipped with software 
which is pre-programmed with the appropriate algorithm for the determination of the final response signal from 
reflectance signals received from the first and second regions and for the determination of the concentration of the 
second analyte from the reflectance signal received from the fourth region and for the determination of the ratio of 

is the concentration of the second analyte in the sample of body fluid to the concentration of the first analyte to deter- 
mine the corrected concentration of the first analyte. 

14. A method for the detection of the concentration of an analyte in a sample of body fluid which comprises: 

20 a) applying the body fluid to a multizoned strip having a first zone which contains mobile specific binding part- 

ner for the analyte which binding partner bears a visually detectable label and can react with the analyte to form 
an analyte/labeled specific binding partner complex, at least one second region which contains immobilized 
analyte or an immobilized binding partner for an epitope of the analyte different than that to which the labeled 
specific binding partner is specific and at least one third region which contains means for capturing the ana- 

25 lyte/labeled specific binding partner complex which is not bound in the second region; 

b) determining the amount of labeled specific binding partner captured in the second region(s) by means of a 
reflectance meter which is able to detect reflectance at a wavelength at which the visible label reflects light and 
determining the amount of analyte/labeled specific binding partner complex is immobilized in the third region(s) 

30 in a similar manner; 

c) determining a final response signal by ratioing the reflectance signals from the labeled specific binding part- 
ner captured in the second region(s) and the labeled binding partner immobilized in the third region(s) using 
an algorithm and a number of second and third regions chosen in a manner which provides a final response 

35 signal that can be read with enhanced precision by the reflectance meter; 

d) determining the concentration of the analyte by comparing the final response signal with final response sig- 
nals determined in the same manner for body fluid samples containing known concentrations of the analyte. 

40 15. The method of Claim 1 wherein the second region of the strip is divided in to 3 bands, the third region is a single 
band and the final response signal is determined by solving the equation: 

Response Signal = [T/P t ] 

45 where T is the summation of the signal from all four bands and P 1 is the first band of the second region. 

16. The method of Claim 1 wherein the second and third regions of the test strip are divided into multiple capture and 
detection bands respectively and the final response signal is determined by solving the equation: 

so Response Signal = Capture Band 1/Detection Band 1 

where capture band 1 is the signal from the first band of the second region and detection band 1 is the signal from 
the first band of the second region. 

55 17. The method of Claim 14 wherein the strip contains a fourth region which contains means for producing a visually 
detectable signal, the intensity of which corresponds to the level of a second analyte in the body fluid whose con- 
centration is clinically related to that of the analyte whose concentration is being determined and wherein the final 
response signal is corrected by determining the ratio of the analyte whose concentration is being sought to the sec- 
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ond analyte. 

18. The method of Claim 1 wherein the body fluid is urine and the analyte is deoxypyridinoline. 

s 1 9. The method of Claim 1 7 wherein the body fluid is urine, the first analyte is a urine borne substance and the second 
analyte is a material whose concentration is a measure of renal clearance. 

20. The method of Claim 5 wherein the second analyte is creatinine. 

w 21 . The method of Claim 1 4 wherein the strip is read by use of a reflectance meter which is equipped with software 
which is pre-programmed with the appropriate algorithm for the determination of the final response signal from the 
reflectance signals received from the second and third regions. 

22. The method of Claim 21 wherein the strip contains a fourth region which contains means for producing a spectro- 
15 metrically detectable signal, the intensity of which corresponds to the level of a second analyte in the body fluid 
whose concentration is clinically related to that of the analyte whose concentration is being determined and the 
reflectance meter is equipped with software which is preprogrammed for the determination of the concentration of 
the analyte based on the reflection from the fourth region and for the determination of the ratio of the concentration 
of the second analyte to that of the first analyte as determined from the final response signal to determine the cor- 
20 rected concentration of the first analyte. 
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FIG. 1 



17 



EP 0 895 084 A2 





8 




STANDARD CURVE FOR DPD ASSAY 
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50 (^*^ t«^4^<> F^6©fa-^O^H-r*D, Pi 



(3) 

3 

itm—mm<om— ft**) *m< c <t^j; 

3ia&. lt35JB 1 iBiS©^. 
[M$£ 1 2 ] KKv h 'J » * *©Jp-&C>'SflH«.W£ 

[*&23 

(tsm-^ = ttia^vK 1/ tstti'OK i 
©M-src* o . r^ai^-o f i j im^mmom— >*> 

38HtBiS©?ji£. 

[i*3rs 1 3 ] mr.Rvm^mfr^vm.'i tcm.m 
mm^fr^&miz&m^&mz-fztcitxD. s/c. mm 

i&K£&;£-f -2. /ctf>©. Hi— ©##r*t^©*iIE 
©. jg^^cTJi-s y XAT^^'a^^A^bsnri^ 

m&m 1 IBtScD^S. 20 

-rs^s-ca^t. a) itmumz-r^rmimmKric 
a^f**«Btrsc<!:3Wc#*) saw 

SWT* 5ifl--7'i <,xm<Dfttiffim.Wl<Dx- f f--7* 

K*to-ci*»wc*4B3e^as^-«- hy--*##-r 30 
ttt»s^tt»»»/«wb#*&rt§^''c- hy--^# 

b) m=.mt$. -emmzritcmmmm 

mmojj&K. j; 0 ^ffi-r •sxs ; 40 

aoK) ■cjijgstifcaaMbisaflws^/t- by— *><e>© 
ew*s^±*=«« <-ox««8») -ca^bsn/c 

SHIMfcflte'*- h y- - #> 6 ©S*t^ft# £ £tb45{bT £ 



1 1 -83 85 6 

4 

[ tt^s 1 5 ] izmtT-om-mM&^mo'i > fk# 

[$*3] 

c 1*^39 1 6 3 mmxoymr.Rvm^mwifi. mk<o 

[&4] 

<5£4». rjmgy<> f 1 j itm-mmvm— f*>6 

©fi-^r-^9. r$aj^> F 1 j «38H^{©S&—^> 

jfcSiseiS©:^. 

1 7 3 BMOiifi. mnmc&minmtem^ 
(cc-c. sgft^©^e«. #?gtt>©^— <DWS\K$m 

-2.) %i6^-rsfc»©#ia*$t»»E3««*wo, s 

im^m 1 8 ] &m-t>m'e%> k> . ^pftt 
[ti*^ 1 9 3 {***jj8ica 9 . »-<t>»«»f*»** 

y XA-c^^p^^Afbsn-ci^vv h^XT^rii 

4tetg©^iS. 

(cct, sgft#©^a«. {*&4J©ffr-©##T*t^ 
©U^JCtB^U. -?-©^-©5>w>pta©i©jia«. Sg 

•5.) ^^^^^©^©^^tfmHM^^if 0, 

mzmE.-? ztatxD. ifi-©#ffi#mt)©ffiiE?g 

©^w*fm^©?sg«c»-r 2.^- ©^w*tm®i©-en© 
it£&ST &/<:#>©. ^^a^^A-fbsnrt^y^ 
h^xT^rii^'Ct^. tt^2 112ig©^ffi 0 



(4) 

5 

[0 0 0 1 ] 

Sr^tfo *@«fS«4, 4 4 6, 2 3 2^«f^ 
cc»r 4S8R«ai • *«tt»fr*- h t«*4Mffi 

W»ft%#@Sfb3ftTl>SV~>*St*C 
W£tt^Ottl>«tt{bft^- h^-3M««Sti, t<D 

[0 0 0 2 ] iBlltCD«iMb!af***Wr S±ia$Wffi«3E 

Z> 0 t<Dv*—?v Meteor, H^tfStfiSfflMbiS 
[0 0 0 3] ft^nvF ^7 ^ -CcHi^ -S^TCD 

5t>wr«ttc». *h«#i : »4, 8 0 6, 3 i mmm 



#13^ 1 1 -8 3 8 5 6 

6 

t>£ 0 «»fbK*fcStff SH^b««R* 

[0004]*BS^4, 7 0 3, 0 1 7fWlfJC 
[0 0 0 5] 7 lf;07l/ 9 

£ a ^i/7^>«a», Jtfeax»«a<b^ur^- 

£f§IE2n& 0 C<DfiMEtt, IS^^O 

[0 006] R««FitfflSBi&H»0 4 6 2 3 7 6 
(A a ) -^gBfflS&cra, M^7F^77^W 

pg^^nn^o co#»c*ji^r, mmn<omu^ik 

BHttr ©«*c*W *me»ffir eHl-EHMUXtc <fc 0 #W 

5, 5 6 9, 6 0 8^Iffe^/cffliTS o 
[0 0 0 7 ] 

-mm?*— *v &«t£ftsm9m (tsjsu js 

[0 008] 



Z) : 10 

c ) h y „ **©S||-«tt*. tfcanjfig&£! 

Mfe6©flH»&M£L/ 9 **as*«T*«B«: J: 0 . 30 

m—wmxowsm^^- v ^-©ans*aBje-r-sfc 
tocc^axo. sfc. ugaufc-^hy ?**©#=«# 

SIS; 

©«-^i»=««rc«as*ifc«iSKOS^-'"«- h 

e) at«*H4'ti©»-©»«f»*«l©aK*. XSd) 40 
r&?£ 1/ fc«fei£Sfre t . R»«K©sr-©#*T*t* 

f ) vh'J 5, ^X©|geg{gi§SK:foW3m^©*g£«>J5£ 

0 . C *i4*-©»*f»*tt©«ffifficc£!!*-i-5 CiK 
J: 0 ^^^©^©^^^©TJIgSrSfce L , 
©SJefiftiaKjWsfc* 6 ftr t, > 5 SH— ©##r*f&Wc*f 
■T*»n©»#f*t*«»©tfc%*3E-i-*C<!:CCj:«), IS 
e) -Cfc5ELfc»-©#tt»*»©»K*t*iE-r5ie 
^tfCi^fit^fEtCHti. 50 



»HPF 1 1 -8385 6 
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[0009] 

[^©ntt©ffits] mnic> *©**»* 

h y * s*§&Jt©^.nr* o . ^©^fclSISSJiEi* 
lifI*|S)(cSn5. f^i^#-£©#fcIHSIS#>6J&gB 

tv h y ? ZXZM&il-C 9 ttTrti&f 3: LOt* 

[ooio] Ksut». KiJ«tt&cK-e©*«:$sn* 
*W*t*»***«fTP«K: «fc o *©tf*86n* c t *jt# 

1*114, 943, 522 #WfflSfCfe*S? tl"Cte <3 . WL 

wvmMXteftfv&ftco-t^x-tfi. -7 y y zMm-tfi 

— «J£LL©Jj£#*&4X U 9 -2>*§^©«fc 9 JC-«feJ ±©J& 

©*£^Wlfl&C^t*>otB;#|ftK:i§#6ft&0 (unimpa 
ired) ifcttrM^tlS,, -e©<fc 9 &v h y ?*1#f4© 
#d«. Porex Techno1ogies§¥©iiS^gX«:£li^9--?-S# 
'Ji?U>->- H**4r*£,, |SID< 1 JR. ^I-DW 
P-xMt-{o>©J: 5 fc®iRttW4#s-5> h y -j fx 

[0 0 1 l ] miteftl&za-? Y tf^y -i -&mK7 * 
-■7->h*5. ^Hjt©Hiirffiffl-rs©cc^-rs 0 n 

It&Ltcy h». *S!|tl^4, 446, 2 3 

2^*ffl§KH^3ttTC>5fc©-C*9. iKffi&W&i: 

*BSR*S^ta#i*«*fcJU— '/->*WT4v h y »y 

^^ttl4©s*ii>T-*#-r5) *5c©ctJCcfBK3tirt> 

s„ c©7*— ^-y Yogmw. *a#fF^4. 8 6 
8, 1 0 8^«ffl^«c 13^3 tiros. S')©^rw. 
B^SKW. ©H3e^b!S(*©«i*«:KB3hro 

i©rat«^ nfcfi^f**ffl 6 x s c i Ait* * 
«©7*-v^ Kj$^^©a^tc#(ciiti,>6. 



(6) 

9 

Am s tii> v - > * feBa^coTaftcffiB-r saoa© 

I gG) 6C»-r*H5E^Jaft^«K*iar*a}. C*i 10 

i^Btt, pai(Dif> bzmi>&m 20 

[0012] ^rSffl^n^vF 'j^x©^ 

Cf*=««tt* **i**i2«Xtt3ffl©^> FfCiMMS 
fflcZVO F*«U 1 -2ffl<D'0 F*«"T 

fc-f©«a#±#6. ttH^n/ctiM^^- f^- 

ttffT-So fi«R^ffliEv^>^2fl«_b^iJ<lcDy^ 
iifeu-rsccotiriittj-r*. ccdjc^&c, i<i«±<Dtt 



WHT 1 1-83856 
10 

©><>F (Px. P 2 MP 3 ) fc#»3ftT:fa9, *ffl 

y->« lf@(D/^> F (P<) t*0, DPD7?t>f 
©f*=i- FT^:*y;*AttT/P„ <CCT\ Ttt. 4 
W-<T£>/0 F^60{f^CDl^ltr&£) c 
*T,6Bai^>FSW*f8*ffl^4r^=ryXAtt, SN 

JtSrftAtcu cncc^o^tt^as (CV) *W5C 
ifici:Qr y-fe-f©jE*tt*K«>*J:5«:«a8Sti4. 

ssovxiiffis £ team? z . awa r ^ =f y xa # 

»*J»i«K©* ft K MI^W SR36*iftl> 3 ■»* c £ "C 
@»B8»«. 9HE3*ifcr^=fyXAffl*»«fSEf 

*»5Ersyt»cc«effl3*i*. ccommmtL^titct 

S«*SIBifrSC<bLr«??3ti5 4«jEft«tt, 

[0013] ffiu&v&mv-^vj&mmuK^tfCMv 

FOJg*f^^t3-^^^^-XA«, 
^(D7 yfe^<3r){k^f¥ffl"C*-So F-f > 

"T^tc-on, fiJE^>FJS«**««5l>0, «WJ^>FH 

[0014] tfmm%:m&R&/ximm'*> vosm 

ttB, ^ttl«^>FJCtoW«^t«3^, i©i'(DA>F 
»-©HW/^> F«»cc»— C[*t«/f> F*s»-r 
[0015] «S-T4i. *»^©*Stt. 



(7) 



11 



[0016] m^tzT^vx^mmrzct 

Ci"C*S. C<DC<t£, 3fl<D'*> F*«tetttWi- 
(2ffl©JiJE^>Fac;iffl©*ffl^>F) KH&Sb/c 
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tto/cCL i n i tek <s»is«) so&mmnzm 
^xr-zzm-itc (&&vi)tim®i"<Mcmis. n = 

1 8£3tT) o SIB. «^ft^>FJg*t*^b*C0D 

JU=fyXAG>fleffli©IH©*/J^K (FOM) <DfBii£ 
tjVTo FOMtt, (Avgl-Avg2)/(SDH 
SD2) (a*, A vg iay f Avg2tt 

»wjm*«u^h i^#*4>u^ju2KBM-*jp* 

iMJEfiTC**), SD1MSD2B, ##t*«M» 1 <t # 
[0017] 

[an 





i 






FOM 








f 


j»»1 


: »s 1 
I 


1 totii 1 
I 


: m&it 
i ami 


f T*3*|VA1 


j <£/K£S1 j 


a -io 


! 3.6 


I 0.1 


1 1 


t 1.39 


t 1 J0 


: 1.04 


I 2X7 ! 


10-25 


i 4.5 


ISX 


: 1.21 


IIjSI 


12.51 


: 2X0 


I 2.12 


25-50 


! 4.0 


-H— 


1 1.30 


1 1X9 


| 2.18 


« 2-22 


12X9 


50-75 


| M ,„ 




i 1-5 • 


I 0.4A 


l 1X5 


: 1.00 


1 1.04 


V5-450 






: 137 


I 0.6* 


I 2X7 


1 3X5 


1 2X1 


t 150 — 250 






; 0.72 


: 0.40 


1 1.15 


: 1j06 


1 0X5 



[0 018] ffiui ispoKwr 

£ I RtHiESW^-^rAO, IttH'O F 1 B. tfeffl 
^> F2fcBTrs I RHiESW^-drT?*!), Iit£ 1 

rwjXAiB, ^ : 

[0019] 
[«5] 

C/{fl^yK 2/L K)*ABS(2-C)> 

[0 02 0] <3»» % ABSttMM^t) r* 

[0 02 1 ] 
MK6] 

c = 100*(1 + I(»W/<^K)/S(KaeX^K)) 

[0 02 2] 
[«7] 

[0 02 3] CCDWinCCfc^r, *ttJ/<>Ftt«B, D 

Wi-^t«. ME^>FfcBiLrw»-r**. 
WWCfc^t S NtbW**; t ft 6 cfc 5 CcJK«raM»*« 6 



3**««fl[cctet^r2ffl©fflffi^> F#<fc9*#WBii 
F©(BO©tfi-c*fe^:#io o r^mjXA ioj(©b 

[0 02 4] T^=f yXAH«(C*jC^S^— ©Xf"^^ 
30 **aK*^jL*a*4effl-i-*Ci"C**. FOMB2 

Accn-rsKRB. «^&»ff»»«aKttf57> 
yASJHcDttffiafe^ccRU (%cv) Rtf«o©st#'r 

40 /j\©fflo**-r*«feftt^cv*»-rcit?*s. 2 

MCD^*f^0C^-r^>J^4iCODPDMmO'-2 5 0 nH/mM 
©it®*, ^2SC/3^*r o C Offline 12. 3flK)'* 

[002 5] 
[S2] 



13 



(8) 

m 2 



*mW- 1 1 -8 3 8 5 6 
14 



* m * 


i dpd mmmm 


mm* 


»! ffi* 




0 


i 2.S 


2.8 




1 2.8 


i 0.64 


i ■ 




10 


1 13.2 


2.4 


18.2 


i 3 J 


t 2.82 


: 0.61 ! 


21.6 ! 


25 


i 28.1 


3.0 


17.8 


1 3.1 


j 4.06 


j 1.06 i 


26.1 


i 50 


i 49.2 


4.8 


9.8 


i -0.8 


! 5.69 


i 0.5 f 8.8 


! 75 


! 73.5 


9.25 1 


12.3 


i 0.5 


! 6.11 


1 0.7 


11.5 


i 150 


j 164.2 


|25_^ 


15.2 


i U.2 


! 9.77 


j 1.36 


13.9 


\ 230 


i 227 


I 23.6 ! 


10.4 


? -23 


< 8.41 


I 0.89 


L0.6 



[0 0 2 6 ] 



3 



3: /PI t£* 



DPP ^CT^i.gattfi^OO; IB 9 IDPD^kTf^|«MWB^':ggtb^&Oft 



i 0 


I 0.7 ! 


2.47 




5 0.723 


0.03 1 1 i 


i 10 


i 10.7 I 


2.34 


! 22.0 


: 0.663 


2.2 


\ 0.56 


i 25.5 


1 25 


; 27.4 1 


3.51 


1 20.1 


1 2J83 


( 3.93 


1 1.18 


! 30.0 




! 51.6 1 


4.59 


! 8.9 


; 1-598 


5.78 


t 0.49 


1 8.5 


i 75 


£ 80.3 I 9.99 


j 12.4 


: 5.33 


6.29 


\ .905 


! 14.4 


\ 150 


\ 158.8 


15.9 


i 10 


! 8.807 


8.98 


! 1.05 


I 11.7 


! , 250 


} 205.6 


31.1 


\ 15.1 


i -44 


\ 7.38 


1 1.22 


! 16.6 1 



[0 02 7 ]i2M3©f-^^6, C0^©»«t 
[0 02 8] W^tftiCit^iWI^n/cfl. 30 

5 *S*% JB < KJS ^ o - U - h OBB *«>M tf&tctb 
H2^tC«, JBpK MSmi 1. 5-12. SCDlGfflrtf 50 



^T^^UttJaffe and Benedict-Behre*££: $t? 0 A 

5 , 3 7 4, 5 6 1 ^HJ*fflSCc8¥SfflfCia«Snri^o 
^U7^^>©Sll^/c, HIH^»B*9 6/3 42 7 

©^ta^^^ptyr^orwi^ h b a 
H b A ac 7 * -fe -/K:teW««0 *SH&T S C S 

»&W©*ttt> 77^>7^h7>X7x7-l2 (A 
LT) i7XA7+*>S75/h7>X7x7-fe*(A 

st) ~c$> o v c*a6ra£< t hte»tc^uri^ 0 

SHUTS*., A S TSOf A L TO W±S1" S. # 



(9) 

15 

ttXB^-T ;l/Xt£^Ct*5l>Ttt, ALT»ASTi|5] 
3£*ttJ:9BK, lSttl*»lr*5ALT/ASTlt 
lteifi^<*>j@x.6o Ktc. *KSS»BAST« 
£tt±SU CtiCC<fcOcn6 2«©B8R©J:bt-€-n6 

[ o o 2 9 ] ^ < o^mmitcmm^tmviMmmtm 

*cc#ffiu, *«9!«:J:»)ilBJESn5&. cft&ccteo 

ftVrttm.mz, 7 j **^tr y >^y> (dpdk io 

• ~^SE&IIXtty#£«. £ 2 ^u^a 

ft*fMB-T IgA/I gGCDth^^-T^Ci 20 

cc*t urc n e> JS»»iK*Jfc»f tr 5 e £ fc<fc o WK 
8fc*a«tt«C|!BLCtl6a»»aifl[*tlliET&C ttt. 

[0030] jHwu/citt)i«*6c[>«^**w-r**a 

[0 03 1 ] 40 

«S4-f>f (101. 6 mm) Til 0. 2-f>*<5. 
0 mm) CD* y * * U >Jg^<*±r— ttCC L/C 6 ffltDSJffl 
<Dff«&?rr&. ^U7^>SO f mvb*y> ; y'J 

> (dpd) *a»j^r-5fc«>©K«K'*Bii tcTsr. m 
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T<D£5lcmiSLtc : 3 OnftCEBMH. 50i#>hU- 
K 7 5 0rtiy»J'feD-^-2-*X7*-h 1 0. 2 
%-\^U->X;U*>^ 5 OiiM? -f *>KRtfO. 2% 
K 7*1/^X^1/* h y ^7 A (SDS) ^Wtl.p 
H6. 9 4<Z>iSiR*K:. 0. 2-f>^$-C7^7> 
(Whatman) 3 mm? a Jl'*HK&dSS-fr& C £ tC<fc 9 
ffiOTK&ffltyfc. f£*8», 33mM3, 3'. 5. 5' - 
*r V 7 3mM^-f W'u tVI/-^>-fe* 

>^fc KD^JU^->^ h\ 6 3mMh y -f V ^n^5 y — ;U 
T^sfr^Bffl* 0. 5%plasondeRt>'0 . 0 3 2%x 

flW 4. fS« 2 tt««S0^ » F T?* 9 , 0. 5-1 
y^><b 1 7 5—3 5 OmM^Sr, 9^h7>F075 
-0 7^x«ttt*^«3#4C<bCCj:Oai«byt. ft 
htxtc^v FCE>*-/XttO. 2X0. 5-/>*(12. 
7 mm) T**. COJBlWW/i^ h «, JKlffl<DpH£r?T£g 
<3!>fflCC««TSB»CC!S^o 0 Wttf* «<30pH«4. 5 
- 8 cd®H&c& 9 > ««5fl/* ? h tt. JSJK/!Si*j|S^jR 
j£«:#*J&<fc5(c, pH>7K:B»**itJ*-r**:a6«:«ffl 
2*15 & 0 ^b7^>^^ h 1 <fc«WH^* h 2 rate 

/ctf^C, 0. (2. 5mm) <D[fflfii#*£ 0 ^ 

3B4!/^-DPD«fr<7h'C*4 <#«»*«WSt 
ur#«wr*S8«{blS^-- F **— 

CCCC MSKCFtttUraKtf. 0. 2xi. 
25^>? (31. 7 5mm) CDIf ^X^rWT^)^ hn-fe 

«^>f (HS^«»*«i*dirr fed 

n/cDPD£WU ^>FSte01ft0. 0 5 9-Y>^ 
(1. 5mm) (DfllSrWU */c 4 ^>FHOPaiB«0. 
2 0? (***6**0 »=<OMS^>F© 
M^6 0. 2 -r>^tCfcC^r, !al ffGIMRsOFfr 

H^t-r*/c8?)<D»H«i|S) , ^>FiH«»0. 05 9 
-f>^(l. 5mm) Jffll^>FCD±0. 2^> 

^CCtel^r. KJR^ ? h 6 3V« 0 . 0. 2>f>^x0. 
5W>^(12. 7 mm) 0D1f>f Xtft^Slfr^^hO 

-fe;u p - x 6 ^ib-r * ^iR-T ^> <£ 5 (c««g 
[0032j7»*-ftwirrsfc», KifegftL r«c 
ccK8yt*3»pa»-r*«, co^^c ^ur^^>v r - 
j: 9 s ra u , ram««s»c««<D}t&/^ > f , 



(10) 

17 

& cl i n i tek (§wg) 5 oKmm&ym<D 

^U7?->^? hK#t^*3#HIE 
»U feSDPDi5?«M* (£4^>F) <DJSS*^*»JS 

[0 0 3 3 ] 10 

[ft 8] 
* 1 

^ i^r^>icg|-r5^=>— K o TR1 green 

[Rjred 

[0 03 4] jW. CR) I*»fi7^ ;V#-~C$J 

[0 0 3 5 ] DPDT ^-fe-ffrcMU FJE5fi#* 

[0 0 3 6 ] 
[«4] 



1 jf!6/<yK 1 PI 

2 HS^^K 2 P2 

3 JfJS'OK 3 P3 

4 *«^>K 1 P4 



[0 0 3 7 ] /fife? -f Jl/*-r<DJK»**, IR^-f^ 
^&^>tPflt?(Z^«6^6C!>»M^?l^3i±S. I Rift 

[0 0 3 8 ] 
MR 9] 

2 40 
[Rn] 

[0 0 3 9 ] 5£* v ntt'OFftl* 2, 3Xtt4^* 
D v (Rn) arsen »ife7 ;U^-T(D^> KnCDM 
t»"C**K (Rn) IR «I R7 -f ;l/£-rcD^> Fn 
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[0 04 0] I R«EK8t*firc*£ CR n ) 

[0 04 1 ] 
t»10] 

5t 3 

<l - [RnJ) 2 

>^K«-J§- • Pn - 

2 x [Rn] 

[0 042]^ ^FOTPntt, K/SfMW 
*ffi (Rn) 

[0 043] KOl£Sf3- Ftt, ***Wfc5£4 

[0 044] 

mil) 

5* 4 



Pi 

[0045] sc*. T«-r^r©^> Ffcia-rs'O f 

[0 046] 
[ftl 2] 

* 5 

T = £ Pn 

n ■ X H 

[0 04 7] N«»Se^^> FRCfl§HH> F<7>£ 

0. nttl. 2, 3Xtt4t&5. 
[0 04 8] DPDRO^UT^^>«:WrSSaiftJH 

ff/co *«flfil<DW*, DPD7^>ffCiirra2 
CC, ^U7^>7 ^^CWOT&203te^L/c o 

KKWK«cM-rsDPD&af^ur^^>«R*, dp 

CO\k. nM/mMCCDDPD/^ UT^^>tt^r, &T<Dft 

[0 04 9] DPD«WAtl»6tW3tlA:DPDilK 
= 1 2 3 nM 

= 10. 2rrM 

DPD/^l/7^^->l;b=12 3rf4/10. 2mM= 1 
2 . 1 nM/mM 

[0 0 5 0 ] l«^#»iR^*»^Sfc«)©«llfffl[ 
(cutoff) DPD/*U7*~>J£7. 4nm/nMT 
7. 4*ffl*iiES;r*0, 7. 4*iB2.4»£tt 



(11) 



19 

DP Dt£g = 1 2 3nM 

^ Uy^.r.>?gg= 2 0. 5mM 

DPD/^ U7^->J:t= 6 . 0 nM/mM 

[0 05 1 ] DPDiMtilHlCt^^^ ^PT^> 
(cttTSDPDOJtra, fSC^#KiRttS8*^Lrc*S 0 

[0 0 5 2] «4r ftlOD P D i * I/7 *->tS»1" 
S«ttH*/B^T. ±iB*JBt?5I5|KlKU}rc 0 ^ffitt. 

naitL (%) ac/+/-flo*« 

~>=4. 52, 7. 54, 12. 0 7 nM/mM) tc*5t> 

[0 0 5 3] 
[«5] 

^ 5 

PPD/^U7f^>-7yt^ti 



^ s «a 

oM/mM 


nM/mM 


m 


m tic 


IB 9 

nM/mM 


4.52 


4.29 


0.50 


11.6* 


-Q.21 


7.54 


7.59 




11.7% 


0.05 


12.07 


12.04 


1.36 


11.6% 


45.03 



10 



[0 0 5 4] &vOl/«Wfcfa{*«> 



30 



1 1 -8 3 8 5 6 

20 

ace***-*. s«*»J3Efitt. ssbov^ ^x7^ 

«*fflC»r«3E3n. DPD/fl/7fi>ttBI8lrt 
OC-te* h7^^n/cV7 h^X7»^ItS?fl 

[0 0 5 5] StlBj|*««:*$^T. DPD7^^{CM 

T£S**j£^fi-*t (f^- f) r^rfuxA^n- 

F= (T/Pn) (SC*. T«4ffiT^C<D^> F#>6> 

ofi-^o^ftr^>0 , p n F i cd^> Ffi#r?a 

[0 0 5 6] 
20 [8*13] 



[0 0 5 7 ] -r^r©^^> Ffg-Sftt, K/S^ 

[0058] a> FJt*ft*ffllr»**l*«, 

[0 0 5 9 ] 
[*6] 



* * m 


^ n 


dpd/ ^vr^y 

nM/mM 


nM/mM 




4.15 


4.23 


0.53 | 12J 


8.09 


8.10 


028 3.5 


1037 


10.44 


1.16 j IL1 



[0 06 0] 



[*7] 



(12) 



21 



mmW- 1 1 -8 3 8 5 6 
22 



m 7 



^ & m 


£ » IS 


nM/rnM 


dM/dM 




(%) 


4.15 




4.1 


144 


8.09 


7.74 


0.46 


6.0 


1 10.37 


10.99 


2.0 


18.5 



[0 0 6 1 ] «»J£SM^«. S : 

[0 0 6 2 ] 

[0 0 6 3 ] <3tt, ^T©^>FM#ttK/SXJ& 



* [0 064] 
10 [#15] 

[ k 1/ uNt^o K 1] 

[0 0 6 5 ] <5£*, *^T©-rC>F«#ttK/SSB!J 

[0066] 
< [#16] 



SS««-& - [W cmp * »«^K 1/W d ^ **ffl^K] 



[0 0 6 7 ] <s». -r^<r(De#«sa**fflr*D, * 

W in MW dit tt, MSE'OFilfcffl'O F*JW*«cX 20 

[0068] mmKcomr. mm ttwcBSstifc* 
mi - f * - * e> t . m= mm) mmit 

MM S hfeWMBS^^- f ^ - ^ 6 # <b * Jt*fb 
■T-SCitcJ:^t£^M^©3t#«, SNtb*3l#Tt:T« 

c t k ct 0 r ? -fe ©ffis^iif z> c t tern itisr 

S 8 



*5^SJE^^KS©fEJ»*. 318-1 0&C^T o 

K'OKcdJKW* (%) . FJfc*fb*LTC> 
(%) } *ib«Lfc. 

[0070] 
[318] 



7* « ffi 






AM 


1 


+ m m 


\ 


DFDf <7 UT-T^- > bMAhM 




DPXXnM 






ffi 0 


1 <P9(%)I 










11 


1 12.3 


I 2.0 t 


16l13 1 


1.29 


1 I 


4.1 


t 4.2 


\ 0.7 


1 16l71 t 


0.0s 1 


L97 


33 


1 29.6 


1 2.S 1 


9.44 I 


-3.33 


) -10.16 1 


1.7 


» 1.4 


I 0.2 


1 12.36 1 


-0.21 1 


-12.71 


72 


1 70.1 


1 4.3 » 


6.11 1 


•0.66 


1 -0.93 1 


8.1 


t 1.1 


1 0.2 


1 2.68 t 


-aoi 1 


-0.17 


110 


I 116.8 


t 2.0 1 


1.74 I 


6.85 


1 6.12 l 


20.7 


I 23.1 


1 0.6 


1 2.77 1 


2J4 1 


1L28 


163 


i 159.9 


I 9.3 1 


5.80 I 


-5.14 


1 -3.12 1 


12.4 


1 12.4 


I 0.9 


1 6.87 1 


4105 i 


-037 


273 


\ 273.8 


I 12.7 ! 


4.61 1 


0.78 


1 0.28 t 


10.4 


l 10.6 


1 1.2 


1 10.94 r 


0.22 1 


2-08 




1 


1 «H 


5^4 1 




1 -1-54 | 




\ 


1 4i m 1 7 31 1 


1 


ass 



[0 07 1 ] 



[319] 



23 



(13) 

m 9 



mmW- 1 1 -8 385 6 
24 



T' *S fK 




UflllB DPD. nM 


1 


T- ffl m 




DPD/* urf^y 


nMJmM 




DPD. aM 




1*3 




it 




m u (%) 


11 


7.5 


1 10.3 


1 131.26 1 -3.35 i 


1 


4.1 


1 2.9 


1 4 .1 1 143 .16 » 


-1.30 1 


-31.29 


33 


1 38.3 


t 14 9 


1 3* 90 1 5.30 1 


16.06 | 


1.7 


1 1.9 


» O t | 42.11 1 


0.24 1 


14.52 


! 72 


1 69.7 


1 4.6 


l 6.60 I -L80 t 


-2.52 1 


8.1 


1 7.9 


] 0.3 1 6^3 I 


-0.!9 1 


-2-33 


i 110 


1 1 14.9 


1 10.9 


1 9.49 | 4.90 i 


4.45 l 


20.7 


\ 217 


1 2.0 1 9.22 1 


0.96 1 




1 165 


1 159.1 


1 20.1 


1 12.63 1 -5.9© 1 


-3.3S 1 


12.4 


1 120 


1 1.3 1 10.83 i 


-0.44 1 


0.56 1 


1 27! 


1 264.3 


1 27.7 


1 10,48 1-10.70 1 


-3.89 » 


10.4 


* 10.0 


1 1.6 1 16.00 f 


-0.37 1 


-3.56 i 


1 


1 


l 


1 15.62 1 I 


Z.11 1 




1 


1 ¥ *5?i 16.90 i 




-3.60 1 



[0 0 7 2 ] 



* * [110] 
10 



=f- & ts 


1 


nmfe DPD. aM 


1 4» ffi 1 




DP DA? t^rf^ysM/nM 




DPD. aM 


1 ^ «7 




it 






<%) 


11 


1 7.4 


1 10.1 1136.491 -3.60 1 




4.1 


2-8 


^ 4.1 1 


146.43 


1 -U5 1 


-32.49 


33 


1 38.8 


1 13.4 1 34.34 1 3.80 1 


17.58 » 


1.7 


2-0 


1 0.7 1 


35.00 


\ 0.34 1 


20J3 


72 


1 6X2 


1 1.4 1 2.05 1 -3.30 1 


-462 | 


8.1 


7.7 


1 0.3 i 


6.49 


1 -0.39 \ 


-4.80 


110 


1 116,9 


1 7.1 1 6.07 1 6.90 1 


6.27 1 


20.7 


22.0 


k L2 t 


145 


1 l_26 1 


60S 


165 


I 138.2 


! 16.0 1 10.11 1 -6*80 1 


-4.12 1 


12.4 


1 119 


1 09 1 


7_56 


1 -0-34 1 


-4.37 


27S 


1 288.8 


I 40.6 1 14.06 1 13.80 1 


5.02 1 


10.4 


1 1 1.0 


1 2.0 1 


18.18 


1 0.63 1 


6.CX8 




1 


\ T ■ &} I 13J7 1 I 


4.03 1 




1 




1434 


1 1 


-1.49 





* i 






2 




[02] DPDT^-ffcHtS«aii»r*S. 


3 


£vOb-DPDRflw*» h 




30 4 






5 






* 6 





[SI ] 




[02] 



[S3] 




100 150 200 250 300 350 
DPO CnM> 




9 12 15 18 
^U7f=> (mM) 



21 24 27 



(14) 



Ifl 1 -8 3 8 5 6 



(72)2698* * + • • 

7^y#^H. ^>T^T^JN, 46514, 

- • u — > • y — x 51101 

T-^y*^*B, -YV^-fT^flL 46530, 

tfis>i? + — t /s y — y — ;b ♦ ^7 W 

17186 



y-*y*r&*B. -f ^-fr^rtL 46516, 

F 2220 

T^U#^BL -Ot^T^JH. 46516. 
Jl 23675 



